This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 



BEST AVAILABLE IMAGES 



Defective images within this document are accurate representations of the 
original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 



BLACK BORDERS 

TEXT CUT OFF AT TOP, BOTTOM OR SIDES 
FADED TEXT 
ILLEGIBLE TEXT 
SKEWED/SLANTED IMAGES 
COLORED PHOTOS 

BLACK OR VERY BLACK AND WHITE DARK PHOTOS 
GRAY SCALE DOCUMENTS 



IMAGES ARE BEST AVAILABLE COPY. 

As rescanning documents will not correct images, 
please do not report the images to the 
Image Problems Mailbox. 



WORLD IN I BLLECTUAL PKOPtRTY ORGANJZATION 
Intemarional Bureau 




PCX 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) Intenujannai f^jicot Cias>iftcaii()n 
GOIN 33/543, 1/30, 33/58 



Al 



ilif international Publication Number: 
(43) International PuhUcatlon Date: 



WO 00/25136 

4 May 2000 (04.t)S.OO) 



(21) Internalional AppUcatioa Number: PCr/IL99/00S70 

(22) International Filing Date: 21 Onnher 1999 (27.10.99) 



(30) Priority Data: 

126776 



27 October 1998 (27.10.98) 



IL 



(71) Applicant (for aU designated States except US): TECHNION 

RESEARCH AND DEVELOPMfcN'i' FOUNDATION 
LTD. [ILylL]; Senate House, Tcchnion City, Park Gootwirt, 
32000 Haifa (IL). 

(72) Inveutors; and 

(75) Inveniors/AppHcants (for US only): BRAUN. Erez (IL/ILj; 
Hag:ilil Street 96. Neve Shaanan, 32684 Haifa (IL). 
HICHEN, Yoav [IL/IL]; (jot Levin Street 23. Ramot Sapir, 
32922 Haifa (IL). SIVAN, Uri IIUIL]; Einsteia Street 53A, 
34602 Hnifn (IL). 

(74) Agent: REINHOLD COHN AND PARTNERS; P.O. Box 4060. 
61040 Tel Aviv (IL). 



(81) Designated States: AE, AL, AM. AT^ AU, AZ, BA, BB, BG 
BR, BY. CA. CH. CN, CR, CU, CZ, DC. DK, DM. EE. 
ES. FI, OB, GO. GE. GK GM. HR. HU. ID. IL, IN, IS. .TP. 
KE. KG. KP. KR. KZ. LC; LK. LR. LS. LT. LU, LV. MA. 
MD, MG, MK, MN, MW, MX, NO, NZ, PL, PT. RO. RU, 
SD, SE, SG. SI, SK, SL, TJ, TM, TR, TT, TZ, UA. UG, 
US, UZ, VN, YU. ZA. ZW, ARfPO patent (GH. GM. Kh. 
1,5, MW, SD, SL, SZ, TZ. UG, ZW). Eurdsian patent (AM. 
AZ, BY. KG. KZ, MD. RU, TJ. TM\ Euiopcan patent (AT. 
BE. CH. CY, DE. DK, ES. B. FR, GB. GR, IE. IT LU. 
MC NL. PT, SE). OAPI patent (BF. HJ, CF. CG. CI, CM. 
CA, GN, GW. ML, MR, NE, SN. TD, TG). 



Published 

With internatiofUil search report. 



t 



(54) TiUe: METHOD FOR GOLD DEPOSITION 
(57) Abstract 



A method for depositing gold on a substrate is 
provided. By this aspect, nuclcatior. centers are bound, 
deposited or formed at one or more sites on the substrate, 
the substrate is then contacted with a treatment composition 
which comprises soluble go id-providing ageiU from which 
gold is depusited uniu a nucleaiion center lo yield gold 
mfiial depasii.s. The method of the invention may he uiwl 
for a variety of image enhancing techniques as well as 
diagnostic arxl analyie detection techniques. 
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METHOD FOR GOLD DEPOSITION 



FIELD OF THE INVENTION 

The invention relates to chemical deposition of gold metal on substrates. 

BACKGROUND OF THE EWTNTION 

There are various techniques and uses in which metal substances are 
deposited on substrates. In various such methods, the metal to be deposited is 
provided in a form of a soluble complex or molecule, e.g. in an aqueous solution. 
Under appropriate conditions the complex or molecule is reduced and deposits the 
metal onto the substrate. 

At times, in order to ensure deposition of metal from solution onto a 
substrate, it is preferable to first provide nucleation centers on the substrate. Such 
nucleation centers may, for example, be a variety of metal complexes, clusters or 
small metal particles, deposited on or attached to the surface. 

Examples of techniques involving metal deposition are a variety of image 
formation or latent image contrast-enhancement techniques for photography, 
optical microscopy or electron microscopy. Another example of laboratory 
techniques where metal complexes are deposited onto a substrate, is in imaging of 
separation products, e.g. proteins or nucleic acids, in a variet>' of chromatographic 
or electrophoretic techniques. 

The metal most typically used in such techniques is silver. However, one 
typical drawback of silver deposition is that the deposition is not completely 
specific and some degree of spontaneous deposition of silver may occur also 
without an a priori deposition of nucleation centers. Thus, where silver deposition 
is used in image-enhancement or contrast-enhancement methods, there is typically 
a limited signal-to-noise ratio. 
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.';ener.vl description OFxm: in^tntion 

The present invention has, as one of its objecis. the provision of a method 
for depositing gold onto specific sites on a substrate. Another object of the 
invention is to provide a composition and kit for use in such a method. 
5 In accordance with the present invention gold, initially contained in a 

soluble gold-providing agent, being a gold-containing molecule, cluster or 
complex, is deposited onto nuclcaiion centers. The term "nucleaiion centers" as 
used herein refers to any salt, complex, cluster or particle having catalytic 
properties of transforming gold from a gold-containing molecule or complex into 
10 gold metal. Particles with a metal surface are, for example, colloid metal particles, 
a variety- of metal complexes, clusters containing metaJ atoms, etc. 

In accordance with the invention there is provided a method for depositing 
gold at one or more shes on a substrate, comprising: 

(a) binding, depositing or forming nucleation centers at said one or more 

15 sites; 

(b) contacting said one or more sites with a treatment coaiposition 
comprising said gold-providing agent and a reagent, the composition being 
kinetically stable such that gold metal is essentially not deposited on the substrate 
unless a nucleation center is present on the substrate and in the presence of a 

20 nucleation center at said one or more sites, gold atoms arc released from said 
gold-providing agent and deposited onto said nucleation center to form gold metal 
deposits at said one or more sites. 

As will be appreciated, once gold is deposited on the substrate, it serves as a 
nucleation center for further gold deposition. By appropriately controlling the 

25 incubation time as well as other conditions affecting the gold deposition (some of 
which will be outlined bellow), the amount of the deposited gold at a deposition 
site can be controlled. Furthermore, although the initial gold deposition may be at 
discrete sites on the substrate, by allowing the gold deposits to grow, following 
further deposition, discrete sites may combine to form one larger gold deposit 

30 encompassing the so combined sites. 



wo 00/25136 PCT/IL99/C057D 

-3- 

The temi "csscnUaiiy not dcrosircd" means to denote that there is either no 
gold separation from the solution and the gold atoms remain within the soluble 
molecule or complex, or that gold metal deposition on a substrate is negligible and 
thus not or only hardly observable and measurable, yielding a high signal-to-noise 
s ratio. 

in accordance with one embodiment, the nucleation centers are fornied by 
chemical or physical deposition of nucleation center forming agent onto the one or 
more sites. By another embodiment, such nucleation centers may be formed 
chemically at said one or more shes by a redox reaction in which metal ions, in 
10 particular silver ions, arc oxidized into metallic silver. Such chemical formation of 
nucleation centers is known per se (see for example WO 99/04402 and 
PCT/IL99/00232). 

In accordance with yet another embodiment, the nucleation centers are 
formed by binding of nucleation center-forming agents at said one or more sites. 

15 Such agents comprise at least one binding moiety with a binding atfinity (which 
may be specific or non-specific) to said one or more sites, which is bound to at least 
one nucleation center moiety. The nucleation center moiety is a species that can act 
as a catalytic agent for gold metal deposition, e.g. a salt, metal particle, cluster of 
metal atoms or a metal-containing complex. The binding moiety may, for example, 

20 be one member of a recognhion group, where another member of the recognition 
group forms or is included in said one or more sites. The recognition group, 
typically a recognition couple, consists of two or more substances with a binding 
affinity one to the other. The recognition group may be, but is not limited to, any 
one of the following couples: an antigen and an antibody or an antibody derivative 

25 with a complementary antigen-binding domain; sugar and a lectin: a receptor and a 
ligand; a nucleotide sequence and a complementary nucleotide sequence; a 
nucleotide sequence and its binding protein or synthetic binding agent; biotin and 
a\ndin or streptavidin; cellulose or chitin and cellulose binding domain. 

The nucleation center moiety is preferably a gold particle or a cluster 

30 containing gold atoms, e.g. Aun or AU55 or Auh? (gold clusters that contain 11, 55 
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or :47 gold aicnio. respectively). The trecuneni composilicn is i^-pically an aaucous 
solution. Said gold-providing agent is preferably a gold complex such as 
AuVsCN)2' usxially in the fonn of an alkali metal (e.g. Na^ or K^) or ammonium 
salt. 

5 The reagent in the treatment composition may be a reducing agent. ^Tiere 

said gold-providing agent is Au (SCN)2" the reagent is preferably a quinonc, e.g. 
hydroquinone (HQ) or naphtohydroquinone (NHQ). However, any other agent 
which can reduce a gold-containing molecule or complex to obtain gold metal, but 
because of kinetic limitations (e.g. high activation energy and low pre-exponential 

10 factor) will do so in a negligible rate in the absence of a nucleation center, yet, in a 
meaningful rate (namely in a rate that yields observable results in a not too long 
period of time) when a nucleation center is present may also be used. 

A treatment composition comprising Au^(SCN)2 and HQ in an acidic 
medium is stable, meaning that gold remains as soluble species in solution and 

15 neither precipitates as solid metal nor is deposited on solid substrates other than 
nucleation centers. When the pH of such a treatment composition is below about 6, 
the treamicnt composition is particularly stable. Upon contact with a nucleation 
center gold metal is deposited on sites of the substrate comprising nucleation 
centers. 

20 The rate of deposition of the gold metal may be controlled, for example, by 

conU-oUing the pH of the treatment composition: increase in pH will increase the 
rate of gold deposition and a decrease in pH will decrease the deposition rate. 
Furthermore, the rate of deposition may also be controlled by a variety of other 
means, for exan^le: by controlling the flow parameters of the u^eatmenl 

25 composition (rapid flow prevents poisoning by by-products, such as CN", which 
can reduce the rate of gold deposition): by adding surface active agents which can 
either increase or decrease the rate of deposition (for example polyamines, poly 
acids or poly alcohols and other surface active agents may have the effect of altering 
the rate of gold deposition). In addition, by the use of various additives, e.g. those 

30 noted above, the roughness of the surface of the deposited gold may be changed 
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(s'jch a change may result in a change of coior and electrical proneni'j? of the 
deposited gold). 

The method of the invention may be used for assaying the presence or 
concentration of a specific substance at sites on a substrate. Such a method 
5 comprises the following steps: 

(a) proviojig conditions allox^ing formation of nucieaiion centers on 
sites containing said substance; 

(b) contacting said substrate with a treatment composition comprising 
said gold-providing agent and a reagent, the composition being kinetically stable 

10 such that upon such exposure gold metal is essentially not deposited on the 
substrate unless a nucieation center is present thereon, and in the presence of a 
nucleation center at said sites, gold atoms are released fix>m said gold-providing 
agent and deposited onto said nucleation centers to form gold metal at said sites; 
and 

15 (c) detecting gold deposits on said substrate, a gold deposit at a site on 

the substrate indicating presence of said substance at said site. 

The assay method may be applicable, for example, in a variety of assay 
techniques, e.g. in techniques involving visualization of specimens in microscopy 
(which may be an optical or an electron microscope) or any SPM ( ) 

20 technique, or in identifying specific separation products on a substrate (for 
example, a separation product of electrophoresis or chromatography contained in a 
gel or on a solid substrate such as DNA-chip). In such an assay, the nucleation 
centers may be formed by the use of said nucleation center-forming agents where 
the moiety with the specific binding aflfmity is one member of a recognition group, 

25 which may be any of those mentioned above, and the agent to be assayed is another 
member of the group. 

In accordance with another embodiment, the gold deposition method of the 
invention is used in an assay intended to detect the presence of an analyte in a 
sample. In particular, the present invention is applicable to such a method where a 

30 capturing agent held on a substrate is used to detect the presence of an analyte in a 
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sampie the;: binds specifically lo ihe cacuirLne ager/.. F>uch a caruirinc agent mav be 
a member of a recognition group, while the anal>te is another member of the group. 
A specific example is the case of assaying for the presence of a target 
oligonucleotide in a sample, with the capturing agent being an oligonucleotide with 

5 a sequence complementary thereto. A nuclcauon center forming moietv* may be 
bound to analytes presence in the sample, e.g. to the oligonucleotides in the sample, 
and then after allowmg the sample to react with the substrate, and performing a 
gold deposition reaction as described above, fonnation of gold deposits will 
indicate the presence of the analyle in the sample. 

10 A method of the invention of preparing a specimen for imaging in a 

microscope, compnises the following steps: 

(a) providing conditions permitting fonnation of nucleation centers at 
selective sites of the specimen; and 

(b) contacting said specimen with a treatment composition comprising 
15 said gold-providing agent and a reagent, the composition being kinetically stable 

such that gold is essentially not deposited on the specimen unless a nucleation 
center is present thereon, whereby gold atoms from said gold-providing agent are 
released and deposited onto said specimen at said selective sites. 

A method of the invention for detecting the presence of an analyte in a 
20 sample, comprises the following steps: 

(a) treating the sample to bind nucleation center forming moieties to the 
anal}tc, if present in the sample; 

(b) reacting the sample with a substrate, holding capturing agents that 
specifically bind said analyte, and removing imbound sample portions; 

25 (c) contacting said substrate with a UreaUnent composition comprising 

said gold-providing agent and a reagent, the composition being kinetically stable 
such that upon such exposure gold metal is essentially not deposited on the 
substrate unless a nucleation center is present thereon, and in the presence of a 
nucleation center at said sites, gold atoms are released from said gold-providing 
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agcTit and dcposiicd onto said nuclcaiicn cc'nters to frrm aolu mcial :n said sites: 
and 

(d) detecting gold deposits on said substrate, a gold deposit indicating 
presence of the analyte in the sample. 
5 A specific application of this method is in the oligonucleotide chips. 

Oligonucleotide chips have dififerent capturing oligonucleotides dcposiicd in 
different sites on the chip. Applying the above method may allow to simultaneously 
assay for a large number of different oligonucleotides in a sample. 

In a so prepared specimen, said selective sites thus contain gold deposits 
10 which permit their visualization. Said selective sites may typically be sites 
containing a specific substance and the nucleation centers are then formed at said 
sites by nucleation center forming agents wth a moiety having specific binding 
affinity to said specific substance. In this manner, for example, specific cells, 
organelles, regions rich with a specific substance, etc. can be clearly visualized. 
15 A method according to the invention for identifying locations of a specific 

separation product on a substrate, comprises the following steps: 

(a) providing conditions permitting formation of nucleation centers at 
sites on said substrate comprising said specific separation product; 

(b) contacting said substrate with a treatment composition comprising 
20 said gold-providing agent and a reagent, the composition being kinetically stable 

such tliat gold is deposited on the substrate essentially only where a nucleation 
center is present thereon, whereby upon such contact, gold atoms firom said 
gold-providing agent are released and deposited onto said nucleation center to form 
gold metal; and 

25 (c) detecting presence of gold on said substrate, such gold signifying 

presence of said specific separation product on the substrate at a site where the gold 
is detected. 

In a separation technique where the sample is separated into various 
fractions based on different movement rates of dififerent substances through a 
30 medium (typically a gel or a solid) under applied conditions, for example 
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eleciropiior^rsis. ihiii layer chromatograp'n}- (TLC]. etc., ine n'^cieaticn 
centers-forming agents may be admixed to the sample prior to separation. This is 
usually preferred. For one such prior addition of the nucleation center-forming 
agent may be more economical, as less material may be required. In addition, where 
5 such agents are applied to the substrate after the separation, they have to diffuse 
through tiie medium in order to reach llie separated substance located witliin the 
medium; such diffusion may be a limiting factor in proper gold-staining of 
separated fractions. However as will readily be appreciated, it is possible at times to 
add the nucleation center-forming agent also after separation. 
10 The present invention also provides a method for assaying presence of an 

analyte in a sample. Such a method comprises the following steps: 

(a) providing a substrate carrying capturing agents wiiich bind said 
analyte; 

(b) contacting said substrate with said sample, whereby said analyte 
15 binds to said capturing agmts; 

(c) providing conditions permitting formation of nucleation centers on 
sites of said substrate comprising said analyte; 

(d) contacting said substrate with a treatment composition comprising 
said gold-pro\iding agent and a reagent, the composition being kinctically stable 

20 such that gold is deposited on the substrate essentially only at sites thereof 
containing the nucleation centers; and 

(e) detecting metallic gold deposits on said substrate, indicative of the 
presence of said analyte in said sample. 

The detection in step (e) of the method for assaying presence of an analyte in 
25 a sample, may be carried out by testing appearance of gold deposited on the 
substrate (gold deposited, depending on size and roughness, may have a color 
ranging fi-om yellow to orange to red). 

In accordance with one embodiment of the invention, the detection in 
siep(e) is based on the electric conductivity of the deposited gold. In this 
30 embodiment the capturing agents may be carried on the substrate between 
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eiec:rodcs or may be cari ied on onf or more eiectrcdes sv.ch rha* int gold deposited 
onto the nucleation center in step (d) establishes an electric contact between 
electrodes. The detection of the gold deposits in step (e) is thus cairied out by 
determining existence of electrical contact between the electrodes, e.g. by 

; measuring ihe current-potential relationship belwetn the electrodes. The magnitude 
of the currenl-pulenlial relationship may be used as a gauge for the agent's 
concentration in the sample. Alternatively, detennining the number of connections 
in a large array of similar electrode couples with identical capturing agents carried 
between or on them, may also provide a quantitative measure of the analyte 

10 concentration. 

The assayed analyte may be a member of any of the recognition couples 
mentioned above, with the other member of the couple being then included as a 
moiety in the capturing agent. The formation of the nucleation centers in step (c) 
may be the provision of agents having a binding moiety with specific binding 

15 affmity to the analyte captured on the subsume by the capturing agent, bound to a 
nucleation-forming moiety^ M^ch may be a metal particle, a cluster containing 
metal atoms or a metal-containing complex, or any other species having the 
catalytic properties of transforming gold-containing molecular species into gold 
metal. For example, where the analyte is one member of a binding couple, the 

20 binding moiet>' may be another member (e.g. where the analyte is an antigen, the 
nucleation center- forming agent may comprise an antibody, which may be the 
same or different as an antibody used as the capmring agent). The present invention 
finther provides a kit for ase in the above method. Such a kit typically comprises a 
treatment composition. In addition, such a kit may also comprise a reagent for 

25 forming nucleation centers at specific sites on a substrate, e.g. such having a 
specific binding moiety being a member of any of the above binding couples. In 
addition, a kit for use in the above assay method may also comprise, according to 
some embodiments, a reagent system for tagging an anal>1e in a sample with 
nucleation center-forming moiety. Furthemiore, in accordance with some 
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L-mbodimenis of *jie inveniion, the lat may conprift a substrate ccn":rr:sinc 
electrodes with capturing agents disposed between and/or on the electrodes. 

In order to understand the invention and to see how it may be carried out in 
practice, a preferred embodiment will now be described, bj' way of non-limiting 
5 example only, with occasional reference lo the accompanying drawings. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Fig. 1 shows reaction schemes of the manner of preparation of a treatment 
composition in accordance with an embodimrat of the invention (Scheme (a) and 
Scheme (b)) and of gold deposition onto a nucleation center (Scheme (c)). 
10 Fiig. 2 is a schematic representation of an assay of an analyte in a sample in 

accordance with an embodiment of the invention. 

Fig. 3 is a schematic representation of an assay in accordance with another 
embodiment of the invention. 

Fig. 4 is a schematic representation of an assay in accordance with a further 
15 embodiment of the invention. 

Fig. 5 is a schematic illustration of ti\c manner of enhancing specific bands 
on a solid or a gel substrate, separated by chromatography or by electrophoresis. 

Fig. 6 is a schematic illustration of a method in accordance with an 
embodiment of the invention for imaging specific parts of a microscope specimen. 
20 Fig. 7 shows the application of the system in the detection of analytes, 

oligonucleotides with a specific sequence in this specific example, in a sample. 

DETAILED DESCRIPTION OF A PREFERRED EMBODIMENT 
Preparatioin of a treatment compositdon and general geld deposition scheme 

25 

A treatment composition in accordance \^dth the preferred embodiment of 
the invention comprises a gold-containing complex- Au^SCN". In order to prepare 
such a treatment composition at a first stage a solution comprising KAu'^CU and 
KSCN is prepared, typically by mixing two stock solutions, one comprising the 



wo 00/25136 PCT/1L99/00570 

- 11 - 

gold jcruaining comnlcx and the other the KSCN. For cxan:px\ such a soiutior. 
may be formed by mixing equal volumes of a first solution comprising about 0.5 
M KSCN and a second solution comprising about 0.05 M KAu'^CU. Such mixing 
results in the formation of the complex KAu"ySCN)4 (See Scheme (a) in Fig, 1). 
i This complex precipitates but spontaneously forms the complex KAuVsCN)2. 
Typically, after the Kau™(SCN)4 is precipitated, ix is washed and resuspended in 
water or buffer and allowed to tmdergo the spontaneous reaction (SPONT.) noted 
above (illustrated in Scheme (b) of Fig. 1). 

The KAu'(SCNr)2 solution is then mixed with a reducing agent, e.g. with 

10 about 0.055 M hydroquinone (HQ). The reduction of the gold-containing 
complex by the hydroquinone is then thermodynamically favorable, but owing to 
the large activation energy and low pre-exponential factor, the kinetics is very 
slow. At a pH of less than about 6, the spontaneous reduction is practically nil. 
Thus, the solution is stable and gold metal is not deposited spontaneously. 

15 However, as shown in Fig. 1, scheme (c), upon exposure to nucleation 

centers (NC), acting as catalysts, which may for example be gold colloids, other 
metal colloids, clusters of metal atoms, metal-containing complexes, metal ions, 
etc., gold metal (Au°) is being deposited on the surface of the nucleation center 
associated with the formation of benzoquinone (BQ). 

20 The pH level controls the rate of gold deposition: acidification of the 

solution, namely lowering pH, slows the metal deposition, while addition of a 
base, namely increasing pH, accelerates the rate of metal deposition. 

It should be noted that under basic pH, some spontaneous deposition of 
gold may take place even without nucleation centers. 

25 Various additives which may either be added initially to the treatment 

solution, or added during the deposition process, may influence the rate of the 
gold deposition process and the partem of the gold deposit (size of deposits, 
surface roughness, color, etc.). For example, addition of halogen ions to the 
treatment composition results in surface poisoning of the growing metal centers. 

30 This will reduce the rate, and eventually stop the gold deposition process. Use of 
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iuch additives thus allows a coniroi of the aepcsitcd gold cn siaiLnin-. grain s:7,z. 
the rate of the gold deposition, the roughness of the surface of the deposited gold, 
the electrical propertieSj etc. The gold deposition process may obviously also be 
controlled by the change of various other parameters such as teniperarure, oxygen 
5 content, light flux, sclulion-aiiiiaiion rate, etc. 

The ^oid deposition process of the invention can be used for a variety of 
diverse applications, some examples of which will be illustrated below. 

DetectioEi of analytes in a sample 

10 An assay in accordance with one embodiment of the invention is 

illustrated in Fig. 2. Provided by this embodiment is a device 20 having a non 
conductive substrate 22 carrying electrically conductive electrodes 23. In the gap 
between electrodes the substrate 22 carries capturing agents 24 which have a 
specific binding affinity to analvte 26 to be assayed. 

15 Sample S, which comprises analyte 26, is pretreated by adding nucleation 

centers 28 and treating it in a manner so that nucleation centers will become 
coupled to the analyte in a covalent or non covaient interaction, to yield modified 
analyte 30. In the case of an oligonucleotide analyte, such coupling may, for 
example, be performed by heating the sample in the presence of a 

20 cis-platinum-hiotin and then adding an appropriately derivatized cluster, e.g. 
Au55(Ph3P)i2ClA-streptavidin cluster. The cis-platinum-biotin binds to the 
oligonucleotides, then Au33(Ph3P)i2Cl6- streptavidin binds to the biotin moieties 
on said nucleotides, thus binding nucleation moieties to the analyte. In the case of 
a non-nucleotide analyte, coupling may be achieved, for example by binding 

25 amino-derivatized cluster or colloid to carboxy moieties of the analyte; coupling 
carboxy-derivatized clusters or colloids to amino-moieties of the anal>te; 
coupling maleimido-derivatized cluster or colloids to thiol moieties of the 
analvtc; etc. As will be appreciated, other substances in a sample may also 
become tagged with the nucleation center in this process. However, these will not 
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bind 10 capuiring agents 24 and the nucieaiion :en:ers coupled thereto will *iiU3 
not remain on the subsuate after treatment. (See description below). 

Upon contact with device 20, modified analyte 30 binds to the capturing 
agents to yield nuclcation center-forming complexes 32 which are immobilized 
5 on substrate 22. Washing the substrate removes imbound substances (NB). 

Device 20 may then be contacted with the treatment solution 34 which 
comprises a gold containing complex such as KAuVsCN)2 and a reducing agent 
such as hydroquinone (HQ) and consequently upon contact with the nucleation 
centers 28, gold is deposited on the nucleation centers and fonris a continuous 

10 gold mass 36 extending between electrodes 23. In order to avoid that 
electrodes 23 will act as nucleation centers, they may cither be made of a 
conductive material lacking catal>lic properties, e.g. silicon passivated with 
silica, with long alkyl chains, or passivated by coating with an inert material, or, 
where the electrodes are made of a metal, they may be preireated xo render them 

15 inert as gold-deposition catalysts, e.g. by incubation with a solution comprising a 
long chain alkane thiol, such as l-octadecyl-thiol. 

By measuring current voltage relationships using a measurement 
device 40, the existence of an electric contact between the electrodes 23 can be 
determined, the presence of which indicates the presence of the analyte in the 

20 assayed sample. 

As can generally be appreciated by the artisan, the binding of the capturing 
agents to the substrate may be achieved in a number of ways. For example, oxide 
surfaces may be derivatizcd wdth a silicon reagent such as (CH3CH20)3Si-R-X, 
wherein R may be an alkyl, aryi or other spacer and X may be an active moiety 

25 for subsequent binding to a moiety Y in the capturing agent. The nature of X and 
Y depends on the couple and may be selected from couples consisting of acid and 
amine, hydroxy and acid, cycloaddition reactions, radical reactions, nucleophilic 
substitutions, non- covalent interactions, etc., as is well known and clear to the 
artisan. Where the substance is made of a polymeric material, binding, by any of 
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&x above n*pe of reactions, or others, ma}' also be achieved benveer. the 
c^turing agent and a side group of the polymeric material. 

Device 20 may comprise two or more electrodes, typically a plurality of 
electrodes arranged in an array. The array may assume different geometries. The 

5 same capturing agents may be carried between different pairs of electrodes, 
and/or different capturing agents may be deposited between different electrodes. 
A device of the latter kind may be used in the multiplexing assay for 
simultaneous determination of a number of analytes. In addition, where the same 
capturing agents are carried between different pairs of electrodes, this may allow 

10 to perform a quantitative assay of concenu-ation of the analyte: for example, the 
concentration may be assessed based on the number of electric contacts formed 
between different pairs of electrodes - a large number of electric contacts 
signifying a large concentration and a small number corresponding to a small 
concentration. 

15 The electrode array may also be part of a more complex electronic setup 

containing different components, e.g. diodes, transistors, conductors, capacitors, 
etc. 

Another embodiment of an assay in accordance with the invention can be 
seen in Fig. 3. The main difference in the case of the embodiment of Fig. 3 from 

20 that described in Fig. 2, is that rather than treating sample S to bind nucleation 
centers 28 to analytes 26 to obtain a modified analyte 30, in the case of the 
embodiment of Fig. 3, a nucleation center-forming agent 150 is provided. Other 
components of this assay are very similar to those of Fig. 2 and thus the same 
reference nimieral shifted by one hundred (namely with a prefix) to those 

25 used in Fig. 2 were employed in Fig. 3 to indicate like components. 

After contact of a device 120 with a sample, analyte 126 binds to a 
capturing agent 124 and then after washing free (non boimd (NB)) analyte 
molecules and other substances in the sample, the device is contacted with a 
nucleation center-forming agent 150 which comprises a moiety 152 with a 

30 specific binding affinity to analyte 126 which is now bound to capturing 
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agenti 124. coupler lo a nucicati'^r: cenicr 154. Tnus. an LTinicbiiized nucleanon 
center 132 forms on the substrate in the gap between electrodes 123. Then, after 
removal of non bound agents 150 (NB) and adding a treatment composition 134 
the gold mass 136 forms which provides electric contact between electrodes 123, 

5 which may then be determined similarly as shown in Fig. 2. 

A further embodiment of an assay in accordance with the invention is seen 
Fig. 4. In Fig. 4, like elements lo ihose cf rigs. 2 and 3 have been marked with 
the same reference numeral to that used in Fig. 2 shifted by one himdred (namely 
with a "2" prefix). Sample S containing analyte 226 is reacted with biotin 227 to 

10 yield a treated sample S' with analyte-biotin complexes 231. These are then 
contacted with substrate 222 which contain capturing agents 224 fined between 
electrodes 223, to yield modified capturing complexes 233 on substrate 222. 

Gold colloid particles 240 are reacted with an avidin or streptavidin 242 to 
yield nucieation center forming agents 243. Contacting agent 243 with modified 

15 substrate 222 then yields immobili2ed nucieation centers 235. The subject can 
then be contacted with a treatment solution 234 similarly as in Figs. 2 and 3 
resulting in gold deposition to form a continuous gold mass 236 between 
electrodes 223. 

As will no doubt be appreciated by the artisan, various modifications of 
20 the embodiments shown above are possible. 

Visualization of separatioM products 

The method of the invention can be used for visualizing separation product 
obtained in a number of separation techniques such as gel electrophoresis, gel 
25 permeation techniques, size exclusion chromatography, affmity chromatography 
and others. This is illustrated schematically in Fig, 5. 

Substrate 200, which may be a gel or a solid substrate containing different 
lanes 202, each consisting of a plurality of bands 204, each one being a specific 
fraction of a sample separated in each lane. Such a substrate 200 may be obtained 
30 by any of the techniques noted above. 
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:r. orde- to visualize ihc cxi^.tcncc of a srecific iubsiancf and locate it? 
band, a nucleation center-forming agent 206 which has a moiety 208 which 
specifically binds to the substance in a nucleation center 210 is contacted with 
substrate 200 and after access, agents 206 are washed away, the substrate is 
contacted with a ireatmem solution 212 and consequently gold deposits 214 will 
form on bands containing that substance (the other bands are not visible and are 
included only for illustration purposes). Preferably, however, nucleation 
center- forming agents 206 may be added to the substrate prior to the beginning of 
the separation process since diffusion of subsequently-added nucleation 
center-forming agents may be a limiting factor to achieve binding of these agents 
to the separated substance. 

Depending on the exact deposition conditions, which will inter alia 
determine the roughness of the surfaces of the deposited gold mass, the color of 
Uie bands may van' between yellow to black. Using various visualization 
techniques, based on measurement of light absorbance or ttansmission liirough 
the bands, a quantitative measurement of a separate substance may be obtained. 

In the alternative, rather than optical techniques, the gold deposits may 
also be detected by various electric detection techniques. This may be achieved 
for example by providing two planar arrays of electrodes sandwiching the 
separation matrix which will permit an automatic electric detection. 

Contmsit enhaiacmg in imatgiiag tednaiques 

There are many imaging techniques which request contrasting agents in 
order to view certain components. Such is the case in optical microscopy, 
electron microscopy (transmission electron microscopy, scanning electron 
microscopy) as well as in other imaging techniques, such as atomic force 
microscopy. Hitherto, such imaging techniques involved silver metal deposition 
or carbon deposition and some others. 

In the case of biological specimens, contrast enhancers are required to 
allow visualization of specific tissues, cells, organelles, etc. 
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in acccrdanc-i \v:th :he inveniion. a$ illustrated L" Fig, u biological 
specimen 300, containing a cell 302 with a non visible organelle 304, is treated in 
accordance with the invention by successive exposure to nucleaticn 
center-forming agent 306 which has a binding moiety 308 specific to substance 
5 included in organelle 304 and a nucleatiou center 310 and after treaunent wiili a 
treatment composition 312, organelle 304 is visible as a dark or opaque 
deposit 31 4. 

Imaging of oHgonucleotide hybridization 

10 The assaying of the presence and concentration of specific-sequence 

oligonucleotides is nowadays typically being perfonmed by the use of 
oligonucleotide probes of a complementary sequence attached to known locations 
on a substrate. Specific and widely used examples of such systems are the 
so-called DNA-chips. Such chips are surfaces bearing a piuraiitv- of 

15 oligonicleotide-probe sequences in known and discreet locations on a surface. A 
sample that may or may not contain the target sequences that complement the 
probe sequences on chip is treated so that all DNA fragments are labeled (usually 
by fluorescent labels). Contacting the sample with the surface of the chip under 
appropriate conditions, the target oligonucleotides attach to the surface in 

20 locations bearing the complementary sequence. Detection of hybridization 
products is usually done by following ihe fluorescence of labeled duplexes. The 
location of hybridization product indicates the sequence of the probe and 
fluorescence intensity indicates their surface concentration. 

Reference is now being made to Fig. 7 showing the application of the gold 

25 deposition method of the invention in visualization of hybridization products on a 
DNA-chip using different possible visualization techniques such as optical 
techniques (absorption, reflectance) and non optical visualization techniques 
(AMF, STM etc.). As no doubt will be appreciated, this is but an example to the 
use of the method of tlie invention for visualizing binding of targets to probes in 
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C'jn^-rul. c.L. binding ci c-DNA 5irands to corTipieme:ucr>* sunind'^. a bir.cmg of a:-i 
antibody to an antigen and oiher types of recognition couples. 

A DNA-chip substrate 400 carries a plurality of DNA probe sites, three 
402, 404 and 406 being exemplified, each one having a different nucleotide 

5 sequence. A sample S that may contain the target oligonucleotides 410 is treated 
in a way that all DNA species in solution become labeled by label 412, thus 
obtaining modified sample S' that may contain modified anaiyte (if analvte was 
present in S). Contacting modified sample S' with DNA-chip substrate 400 under 
appropriate conditions allows selective hybridization of DNA probes on chip to 

10 target oligonucleotides if present in modified sample S'. After washing the chip, 
nucleaiion cemers-iomiing agents 430 are inuoduced to tlie system under 
condition allowing their binding to labels 412 on labeled oligonucleotides if 
present at the different sites on chip. After washing, nucleation centers are 
present only at locations where hybridization between probes on chip and target 

15 from solution occmred. Visualization of hybridization is achieved by applying the 
gold deposition method of the invention, thus growing gold grains from the 
nucleation centers on-chip and detecting the gold 440 grains using different 
techniques such as optical techniques and SPM techniques (AFM, STM etc.). 

In another embodiment, the label serves itself as a nucleation center. In 

20 such case, the step of attaching the nucleation center to the label is skipped. 
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CLAIMS: 

1. A method for depositing gold at one or more sites on a substrate, 
comprising: 

(a) binding, depositing or forming nucleation centers at said one or more 

5 sites; 

(b) contacting said one or more sites with a treatment composition 
comprising a soluble gold-providing agent, being a gold-containing molecule or 
complex and comprising a reagent, the composition being kineticaliy stable such 
that gold is essentially not deposited on the substrate unless a nucleation center is 

10 present on the substrate and in the presence of a nucleation center at said one or 
more sites, gold atoms are released from said gold-providing agent and deposited 
onto said nucleation center to form gold metal deposits at said one or more sites. 

2. A method according to Claim 1. wherein step fa) comprises: 

(al) providing nucleation center-forming agents which comprise each at 
15 least one moiety having specific binding affinity to said one or more sites, coupled 
to at least one nucleation center being one or more of the group consisting of metal 
particic, cluster containing metal atoms and a metal-containing complex; and 

(a2) contacting said one or more shes with said agents. 

3. A method according to Claim 2, wterein said moiet>' is a member of a 
20 recognition group consisting of two or more molecules or complexes which 

specifically bind to one another, the other member included in or forming said one 
or more sites. 

4. A method according to Claim 3, wherein said recognition group is a 
member of the group consisting of: an antigen and an antibody or an antibody 

25 derivative with an antigen-binding domain; sugar and a lectin; a receptor and a 
ligand: a nucleotide sequence and a complementary nucleotide sequence; a 
nucleotide sequence and its binding protein or other specific binding agent; biotin 
and avidin or streptavidin; cellulose or chit in and cellulose binding domain. 
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5. A n:e*J-;nd according to any one of Ciain'iS 2 to 4. wherein said r.ucleniiori 
center is a gold particle or a cluster containing gold atoms. 

6. A method according to any one of Claims 1 to 5, wherein said treatment 
composition is an aqueous solution. 

5 7, A method according to Claim 6, wherein said gold-providing agent is 
Au'(SCN)2". 

8. A method according to Claim 7, wherein said reagent is hydroquinone or 
naphtohydroquinone. 

9. A method for assaying presence of a specific substance at sites on a 
10 substrate, comprising: 

(a) providing conditions allowing fomiation of nucieation centers on 
sites containing said substance; 

(b) contacting said substrate with a treatment composition comprising a 
soluble providing agent, being a gold-containing molecule or complex and 

15 comprising a reagent, the composition being kinetically stable such that upon such 
e7q}osure gold metal is essendally not deposited on the substrate unless a nucieation 
center is present thereon, and in the presence of a nucieation center at said sites, 
gold atoms are released from said gold-providing agent and deposited onto said 
nucieation center to form gold metal deposits at said sites; and 

20 (c) detecting metalhc gold deposits on said substrate, a gold deposit at a 

site on the substrate indicating presence of said substance at said site. 

10. A method according to Claim 9, wherein step (a) comprises: 

(al) providing nucieation center-forming agents which comprise each at 
least one moiety, having specific binding affmity to said substance, bound to 
25 at least one nucieation center being one or more of the group consisting of 

metal particle, cluster containing metal atoms and a metal-containing 
complex; and 

(a2) contacting said substrate with said agents. 

11. A method according to Claim 10, wherein said moiety is included in one 
30 member of a recognition couple consisting of two molecules or complexes which 
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speciiically bind to one another, the other member included in or constituting said 
substance. 

12. A method according to Claim 11, wherein said recognition couple is a 
member of the group consisting of an antigen and an antibod>' or an antibody 

5 derivaii\'e wiih an an:i2cn-bindinr domain: sugar and a lectin; a receptor and a 
ligand; a nucleotide sequence and a complementaiy nucleotide sequence; a 
nucleotide sequence and its binding protein or other specific binding agent; biotin 
and avidin or strcptavidin; cellulose or chitin and cellulose binding domain; said 
moiety being one of the recognition couple and said substance being or including 

10 the other. 

13. A method according to any one of Claims 9-12, for assayuig the presence of 
one or more target oligonucleotides with a specific target sequence in a sample, 
comprising: 

(a) providing a substrate carrying one or more probe oligonucleotides 
1 5 each with a probing sequence complementary to one of said target sequences; 

(b) contacting said substrate with the sample and providing conditions 
allowing formation of nucleation centers where a target oligonucleotide hybridizes 
to a probe oligonucleotide; 

(c) contacting said substrate with a treatment composition comprising a 
20 gold-providing agent, being a gold-contaming molecule or complex and comprising 

a reagent, the composition being kinetically stable such that upon such exposure 
gold metal is essentially not deposited on the substrate unless a nucleation center is 
present thereon, and in the presence of a nucleation center at said sites, gold atoms 
are released from said gold-providing agent and deposited onto said nucleation 
25 center to form gold metal deposits at said sites; and 

(d) detecting metallic gold deposits on said substrate, a gold deposit at a 
site on the substrate indicating the presence of said substance at said site. 

14. A method according to Claim 13, wherein said step (b) comprises: 

(bl) treating said sample to bind a label to oligonucleotides in the sample; 
30 (b2) contacting said sample with said substrate; and 
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(b3) contacting said substrate with a nucieaticn csn:er-coni:iini::g agen:, 
capable ofspecific binding to said label. 

15. A method according to Claim 13, wherein said step (b) comprises: 

(bl) treating said sample so as to bind nucleation centers to 
5 oligonucleotides present therein; and 

(b2) contacting said samples with said substrate. 

16. A m^od according to any one of Claims 9 to 15, wherein said nucleation 
center is a gold particle or a cluster containing gold atoms. 

17. A method according to any one of Claims 9 to 16, wherein said treamient 
10 composition is an aqueous solution. 

18. A method according to Claim 17, wherein said gold-providing agent is 
Au (SCN)2' and said reagent is a quinone. 

19. A method according to any one of Claims 9 to 18, wherein said substrate is 
a specimen for viewing in an imaging technique. 

15 2©. A method according to Claim 19, for preparing the specimen for viewing in 
a microscope, comprising the following steps: 

(a) providing conditions permitting formation of nucleation centers at 
selective sites of the ^ecimcn; and 

(b) contacting said specimen with a treatment composition comprising a 
20 soluble gold-providing agent, being a gold-containing molecule or complex and 

comprising a reagent, the composition being kineticaily stable such that gold is 
essentially not deposited on the specimen a nucleation center is present thereon, 
whereby gold atoms from said gold-providing agent are released and deposited 
onto said specimen at selective sites. 
25 21. A method according to any one of Claims 9 to 18, wherein said substrate 
contains separated fractions of a sample. 

22. A method according to Claim 21 for identifying locations of a specific 
separation product on the substrate, comprising the steps of: 

(a) providing conditions permitting formation of nucleation centers at 
30 sites on said substrate comprising said specific separation product; 
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fb) comaciing said subsnaie to a treauneni compo. : ..on corr.prising a 
soluble gold-providing agent, being a gold-containing molecule or complex and 
comprising a reagent, the con^sition being kinetically stable such that gold is 
deposited on the substrate essentially only where a nucleation center is present 
5 iliereoii, whereby upon such contact, gold atoms from said gold-providing agent are 
released and deposited onto said nucleation center; and 

(c) detecting presence of gold on said substrate, such gold signifying 
presence of said specific separation product on the substrate at a site where the gold 
is detected. 

10 23. A method for assaying presence of an analyte in a sample comprising: 

(a) providing a substrate carrying c^turing agents which bind said 
analyte; 

(b) contacting said substrate with said sample, whereby said analyte 
binds to said capturing agents; 

15 (c) providing conditions permitting formation of nucleation centers on 

sites of said substrate comprising said analyte; 

(d) contacting said substrate with a treatment composition comprising a 
soluble gold-containing molecule or complex and a reagent the composition being 
kinetically stable such that gold is deposited on the substrate essentially only at sites 

20 thereof containing the nucleadon centers: and 

(e) detecting metallic gold deposits on said substrate, indicative of the 
presence of said analyte in said sample. 

24. A method according to Claim 23, wherein step (c) comprises: 

(cl) providing nucleation center-forming agents which comprise each at 
25 least one moiety, having specific binding affinity to said analyte, coupled to 

at least one nucleadon center being one or more of the group consisting of 
metal particle, cluster of metal atoms and a metal-containing complex: and 
(c2) contacting said substrate with said agents. 

25. A method according to Claim 24. wherein said analvtc is one of a binding 
30 couple consisting of an antigen and an antibody or an antibody derivative with an 
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ajnige:>bindir.g domain: sugar and a lectin: a receptor and a iigarid; a nucleotide 
sequence and a complementary nucleotide sequence; a nucleotide sequence and its 
binding protein or other specific binding agent; biotin and avidin or streptavidin: 
cellulose or chitin and cellulose binding domain; and said at least one moiety- is the 
other of said binding couple. 

26- A method according to Claim 23, wherein step (b) comprises: 

(b 1 ) contacting said sample with nucleation centers, the nuclcation centers 
being one or more of the group consisting of metal particles, cluster of metal 
atoms and raetal-containing complexes, and providing conditions for 
coupling of said nucleation centers to the anaiyte if present in the sample, 
thus obtaining a modified sample containing modified analytes; and 
(b2) contacting said substrate with said modified analytes bound to said 
capturing agents. 

27. A method according to Claim 26, wherein said anahte is one of a binding 
couple consisting of an antigen and an antibody or an antibody derivative 
with an antigen-binding domain; sugar and a lectin; a receptor and a ligand; 
a nucleotide sequence and a complementary nucleotide sequence; a 
nucleotide sequence and its binding protein or other specific binding agent; 
biotin and avidin or streptavidin; cellulose or chitin and cellulose binding 
domain; and said capturing agent is the other of said binding couple. 

28. A method according to any one of Claims 23 to 27, wherein said capturing 
agents are carried on the substrate between electrodes such that gold deposited onto 
said nucleation centers in step (d) establishes an electric contact between the 
electrodes: and 

detection of the gold deposits in step (e) is perfOTmed by measuring 
current-potential relationship between the electrodes. 

29. A method according to any one of Claims 23 to 28, wherein said at least one 
metal particle, cluster of metal atoms or a metal-containing complex is a gold 
particle or cluster containing gold atoms. 
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30. A nieih jd accoruuig lo any one of Clairr.s 13 lo 29. wherein s:ii- trca-iien: 
composition is an aqueous solution. 

31. A method according to Claim 30, wherein said gold-providing agent is 
AuVsCNh*. 

5 32. A method according to Claim 3 1 , wherein said reagent is a hydroquinone. 
33- A kit for use in the method according lo any one of Claims 1 lo 32. 

34. A kit according to Claim 33, comprising a treatment composition which 
comprises a soluble gold-providing agent, being a gold-containing molecule or 
complex and comprises a reagent, the composition being kmeticaii\' stable sucn that 

10 upon contact with a substrate gold is deposited on a substrate essentially only at 
sites of the substrate containing nucleation centers. 

35. A kit according to Claim 33 or 34, further comprising nucleation 
center-forming agents, for forming nucleation centers at one or more sites on the 
substrate, said agents comprise each at least one moiet>' having a specific binding 

15 affinity to a substance present at said one or more sites coupled to at least one 
nucleation center moiet>^ being otc or more of the group consisting of metal 
particle, cluster of metal atoms and a metal containing complex. 

36. A kit for use in a method according to any one of Claims 23 to 32, for 
assaying an analyte in a sample, comprising: 

20 (i) a substrate carrying capturing agents which bind said analyte; 

(ii) agents for forming nucleation centers at portions of the substrate on 
which said analyte becomes immobilized; 

(iii) a treatment composition comprising a soluble gold-containing 
molecule or complex and a reagent, the composition being kinetically stable such 

25 that gold is deposited on the substrate essentially only at shes thereof containing the 
nucleation centers . 

37. A kh according to Claim 36, wherein said agent for forming nucleation 
centers comprises a nucleation center and substances needed in order to couple said 
nucleation center to said analyte. 
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3y. A kit accordL-:2 lo Claim 36, further L-nrr.priiiing nucieaiinn cjrdcr- icrming 
agents which comprise each at least one moiety, having specific binding affinity to 
said analyte, coupled to at least one nucleation center moiety being one or more of 
the group consisting of metal particle, cluster of metal atoms and a metal containing 
5 complex. 

39. A kit according to any one of Claims 36 to 38, wherein said substrate 
comprises two or more electrodes, and said capturing agents are carried within gaps 
between the electrodes. 
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